Construction of plasmids
The human caspase-8 (casp-8, amino acids 217-479) having an FGG motif at the Nterminus was generated by using the N-terminal intein from plasmid pTWIN1 (New England Biolabs). DNA encoding for FGGcasp-8 was amplified by PCR using casp-8 gene (Invitrogen) as a template and forward primer ON143, 5'-atc att gta cac aac ttt ggt ggc ggt ttg gac aaa gtt tac caa atg aaa ag -3' and reverse primer ON 144, 5'-gtt agc agc cgg atc tca gtg gtg gtg gtg gtg gt gat cag -3'. This PCR product was cloned into SapI and BamHI treated-pTWIN1 using in-fusion enzyme (Clontech), resulting in the FGGcasp-8 plasmid (Figure 1 ). The plasmid casp-8 having an MGG motif at the N-terminus (MGGcasp-8) was generated by using the same intein system method with forward primer ON145, 5'-atc att gta cac aac atg ggt ggc ggt ttg gac aaa gtt tac caa atg aaa ag -3' and reverse primer, ON144, 5'-gtt agc agc cgg atc tca gtg gtg gtg gtg gtg gtg atc ag -3'.
The engineered monomeric variants were generated by replacing aspartic acid with alanine at position of 384, resulting in casp-8(D384A) or replacing phenylalanine with alanine at position of 486, resulting in casp-8(F486A). The substitution of the amino acid codon was achieved by using Quikchange mutagenesis (Stratagene). and were generated by using the templates of FGG-caspase8 and MGGcasp-8, respectively with a pair of primers ON150: 5'-agc aac cct att tag aaa tgg ctt tat cat cac ctc aaa cga g-3' and ON151: 5'-ctc gtt tga ggt gat gat aaa gcc att tct aaa tag ggt tgc t-3'. FGGcasp-8(F486A) was generated by using the templates of FGGcasp-8 with a pair of primers ON152: 5'-gaa aca gat gcc tca gcc tac tgc cac act aag aaa aaa act tgt c-3' and ON153: 5'-gac aag ttt ttt tct tag tgt ggc agt agg ctg agg cat ctg ttt c-3'. The amino acid sequences of the resulting proteins are shown below. 
Supporting Figure 1. Schematic design of the plasmid for FGGcasp-8 expression

Protein expression and purification
The plasmids were transformed into E. coli strain BL21 (DE3). The bacteria were cultured in LB medium containing 100 µg/ml of ampicillin and the cells were grown at 37 o C, shaking 250 rpm to an A600 of 0.7, then IPTG was added to a final concentration of 0.3 mM. The cells were continuously incubated overnight at 15 °C , shaking 250 rpm before being harvested. The pellet was resuspended into the bugBuster protein extraction reagent plus benzonase nuclease (to degrade DNA and RNA) and the insoluble material was removed by centrifugation at 20000 rpm for 40 minutes at 4 o C. The soluble fraction was applied to a column filled with chitin beads (New England Biolabs) through gravity flow, and the column was washed with 40 volumes of sodium phosphate buffer (20 mM, 100 mM of sodium chloride, pH 7) and subsequently incubated about 6 hours at room temperature. The cleaved proteins were then collected in the flow-through using phosphate buffer. The target proteins were analyzed by SDS-PAGE and LC-ESI-MS ( Figure 2 and Table 1 ). is uncleaved consisting of one unit of .
Supporting Figure 2. A) Schematic representation of generation of FGGcasp-8 by intein splicing. B) SDS-page of casp-8: 1)
LC-ESI-MS analysis of proteins
The LC-ESI-MS experiments were performed using a LCQ Fleet (Thermo Scientific). Proteins went through the C4 column under elution with a water/acetonitrile gradient (5% water: 95% acetonitril for 1 minute to 70% water: 30% acetonitril in 9 minutes and stay at 70% water: 30% acetonitril for 2 minutes) with 0.1 % formic acid before they were introduced to the ion source and mass spectrometry. The mass of the proteins was deconvoluted by Magtran software (Supporting Table 1 The assay was based on the hydrolysis of the peptide substrate Ac-IETD-AFC (AcetylILe-Glu-Thr-Asp-7-amino-4-trifluoromethyl coumarin,) by casp-8 resulting in release of an AFC (7-amino-4-trifluromethyl coumarin) moiety. The product AFC was detected by using excitation wavelength, 400 nm and emission wavelength, 500 nm. The activity assays were carried out at 0.15 µM of casp-8 in 100 µL of assay buffer (25 mM HEPES, 100 mM NaCl, 4 mM MgCl2 and 2 mM TCEP, pH 6.5) with 100 µM of Ac-IETD-AFC substrate. Kinetic casp-8 activity measurements were performed in duplicates using quartz cuvettes of 0.5 cm pathlength and measured by Cary Eclipse fluorescence spectrophotometer (Varian) at 37 o C. Specific activity of casp-8 was then calculated by using an AFC calibration curve. Titration of cucurbit [8] uril to casp-8 was performed under similar conditions, where the concentration of cucurbit[8]uril was varied from 0 µM to 4 µM. The AFC calibration curve was prepared via an AFC dilution series with assay buffer in the range of concentration 0.08 µM to 10 µM (Supporting Figure 3) .
Supporting Figure 3. AFC calibration curve
